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(54)Title: ANTIBODY THAT RECOGNIZES SERUM AMYLOID A 

(54)5SH£>*» ktftr 5 n KA£S3Stt-5l5itt 

(57) Abstrwjt in ^ immunoassay on the basis of the agglutination of human serum amyloid A (SAA) which serves as a marker 

of inflammation, etc., and the use of this antibody. The antibody is a novel one which recognizes SAA and also has the activity of binding to 
SAA contained in the gel filtration fractions of molecular weights of 10 to 40 kD. Also, a reagent and method for the immunoassay of SAA 
and a method for purifying SAA by using this antibody are provided. This novel antibody having an excellent binding activity enables the 
assay of SAA based on the immunological agglutination thereof. This antibody is excellent in the titer against SAA and contnbutes not only 
to the specific assay of SAA at a high sensitivity but also to the widening of the assay scope. 
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io -r zfomwrn-ehZc 

SAA(±fcii©7^o^ K— >^fci3V^fi»fcit*-t-*T§ H3&A 
(OTs AASSi€B&-f5) <PiiufEffcg&££;ft,5* ^fil^J 1 2 0 0 0 ©jfc 

r. «Hkft«*^-*-i L*ClMliSftTV*3[ 2][ 3] 0 

15 jagg 

SAA^E8ai-5^^#:{CJ:a^g^6<I«!l^^fi : liloV^Ti4, l*<-oa>©«ft&* 
*5[ 4][ 5][ 8], r*Vfe03fctTS«i»JC*5V^TIi, SAAWiSJSH 
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So 

10 jK D * a — tvvftia#-ett r <D «fc 5 ^ tf h -Zf<Dffltm&t*± % tzfsim t tt 

1-1 3 Mg/^nl©^T♦^Ei^ttS^^fll&Urv^5 0 ELISA-C1. 5-3 Om 
20 g/ml[ 6], £>5VM±5 5- 7 5 Ong/200/xU 7]%mfeLTc%L&tf%iZ>o 

g/mlT'S? 5 OKofrLT&SH (calibration curve) it 3 0 u g/mlttifi-Cfgt 

CloV^tt, *!R-SSll€#£*i*5«^a*^©fiT«-O35:#5 0 SAA 
t?tt, Ky h >y F t^i^^^Wr^^^t 1 . 2 5- 
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ISSOHli, S A A<D«*ElSfcl 5J8 J&^SBi: Sir LV^ff 

Hill, ]E»k hJfiLf**W63lfcJ:!)^WU*:79^^3yfc*H*5l<aio 
EJ£ttfr*Lfc^7-t?&?>. SI 1 ?, ««USAAfflSf Ug/nl) fc, fttttt 
20 7^ya^W. 

m 2 ft, S A A$%&m*hffi&'b&Xtt& LfcHD L £ P B S "C*f5 Ufc °t> 
<7> (SAA«g7. 5/ig/ml) £<?/u3i@££ «3^MLfc7 9^^3 ^JuStto 
Hm<o%.fc&ZBLtz?y7XlbZ>o B«K IttttttSAASlJtia (^g/ml) Sr. 

25 @3I1, rSAA^PBST?f^lfc^ (SAAiS7. 5/ig/nl) *^ 
B4H, iEfft FMLffKr SAA^JPx.fct)© (SAA|g^7. 5/ig/nl) Sr 
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H5{i, jE^rt hiL?f{wfc hsk.m^^UV1tSAA^Mx.tch<D (SAAJ8 
j£ Ug/al) fc#i"e 

fttnHKft£ft<l/a>** «Mfttt#tiWMC Cn«> Ahl (-•-) 
15 ©ttfr, Ab 2 (-O-) 

44KH0RJBM:, »©J: 5«fitt?ttM*fcS AASrWi-t-SttWCJioT* 
20 SAA**tfiL#ft*Wt*ftT"ef , ^5afcJ: 9£BLT»S££ 

35^*1 0 — 4 OkD^MlC^-^tt5SAA{CSJC&i"o^lfrT?&5o 

lfefl(f^TH:SAA<D^:«FiJ^i9iJtMy^geif (&THD L £^jB&i~<5) t£ 
&LTz#mX*1?&LX^Zo HDLt^tfcSAA (£ITHD L- S AAif* 
25 "f 5) li, ^^#TW>5i§iC<toT^®Ufcl^{C^l:l 0 0-3 0 0 

<DT% --jRtt3fe«fJII*mi:J:o-C®lKSJlSSAAf±i01 0 0-30 OkD^H 
{I a ^ix 5 SAAif 5 w b S„ 



f I) 
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tioo-30 0kDO^Wt»ttl*JtSO"C» «W©tt*0^fc4*fctt0Jlt 

JffrZT&iZXZft+Ml 0-4 OkD©£I»Ci&tii£ftSSAA^tt*W&t)0> 
\t. HDLt^UTV^SAA (UT f S AAifUfS) T'fcSo IHf 
SAASrWStitt, jlii»^tt*OJ:5*SAASr$tfJK»^fc^**»Wwt 

rf sAAfc#*-«#fcfc*Jffl-r5&ftv\, rfte>®tt*«tH*fci™;:#aEt 

10 £ f S AA&fBMJt*** 5<^T*fc6o 

SAA£#<#tfJ&L?lt (r:T?f5SAAIiHDL-SAA^) ©JtfiSrH 
mL®£>b&m\ZXoXtt&l. 23-1. 0 6 3«>^H*iai|JI-fS. BM&Lfc 
HDLJ: 9 v^H«r. ffiS AAft»*ftofc»7^=f ^-^ 

15 n-7V/77*7Al:ry7'fU **E&£ife# Lfc«fc#?Afc®*Lfc f S 

icisf SAA£»1-Sffifr^*tffttffc&ft^. tt*ott<re»f sAAt 

'**JSSj£1-5 10-40 kD057^££f*o#ii£&®T£o Zil*&&lZf& t 

20 T««-t*uif sAAt««ft» , eiiiR'e*s[ «. fc*Lf saabsaas 

(EHK^HittSAAj^Lro. 1%) . 
25 »£»Cf±-«i- 10-2 O*S*0ISlfc*jWHi**Ct Swt^ f S AA<Z)^ 

^iOfSAAfc^Ktt, SAA©T5/WEW*=«-K+6aff7-fc^ 
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gAi-fttf, s aa<dt ^ y ^E^j^r^oi a zmmmx-h zzt zvm t 

5 5SAA (^Tr SAAi^HH*<5) f*. i^:iW?)»eifll!UfcS 
AAi IH CT ^ y&g2?'J£# otv^t©^ l#*-i£A-LT^5IH&S 

tfcf SAAkSHTWCttJKttft^i'fe^fcSfeiT'*- 
iM^iaotli^ &»«©N*«icBI*&3 K>{^^i"S^^=>a 

f SAAi^iOSJSttWtSHIl, fSAAHOtt, *>SV*tti& 

**«ti-6fc*fctt, «7ry * ^©HFHflfriOBfls lsukk: a sat* 

20 Zft&ltW& (KTTIAiTOTS) , *t»*HfflflSUXttfr©Rfl?tt*i»Si 
«ttft«*T?ilBW-5R I Afe^EL I SA8K»ft»«-t*Sw4 

!>, HD L — S AAi: f SAAtfSftLfctttt©^*^*^*^-*-* 
fct^Omstein, DavisO*2Ett*#T-C©««t»»[M] [15] {C J: E 

*LTfcftv*U *>Sv^*ft«* <****) ^*-h9S?aJ-^97-f- (R 
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pltmS, ZOfimZ-Xtltts HDL-SAAif SAAOiMrato 

So 

*JMBte*5 wt. tt(WMtte«>»**aw© SAAi SRW^RJC bftv * 

■J-fcfcfc, SAA§tt*V^Hfc hjii»^-Sft©SAA%*SJDUr«»i 
-f 5. JUMUfcfeV^tt r S AA?r»L-Cg^W<CS AAffigfc 7. 5 Mg/ml 
iLfc. *mWK£Z>tfimt, 10/xg/ml, #£L<£7. 5 /zg/ml©S AA£ 

ma Ltzmzfrf-M 10-40 kwftw&fem sns sAAt ©s«?ttSr*B-r 

20 5Ci^-Ct<5 0 Z<D£5lZr S AASrHDLSr^tfiE^t hJfiL^JB^i - ^- 
i:{wit), HDLi^UtSAAi f SAA#4i:S. Z<D 

/U3»*fToTHttfci-54mbWI (o£<9 1 0 0-3 OOkDi 10-4 0 

W Ufc t * s HWttSJaMWRJS IftWiSWKIffcJ: S**ttft»b*tt* 

fti3ia6«£*+J: 5 ^ *38W©»#J4r SAA©PB s««t^*5it? 
^IUfct(D t Lfc^Fi- i 1 0 - 4 0 kDO#®T*SJ£te£^"to Z <0&W 
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5 ftti^WtW^WtS. fctitflAsys (Affinity SENSORS) iff 

SAA, *6Vr3CBWlKWT§^«BWfc3- KTSM^*&*a£**fi 
%m±bLXm$LZ^X&t>ilZ>&%&Z.fi>'W% (rSAA) fcHfctfc 

B ttttfltt«ltfi rSAASr^iLTS!l^Ufc^2xlO- 7 MOT^ J: 0 
*®*tt4*v*llV5x l o '"USA £4 9* *»EfciJ;5«;fle©J5£ettG> 

*fcfilffiU SAA^r SAASrftftJBlti - *^*^ *©«UKttfei(«>Sfcfc 
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Wfrfc*i&0. 0 4~0. 6 mb^S^-^^I^^ 
IfifflRffO. 0 2-0. 5% 
20 1. 0/ig/ml«Dt h»»SAAi»tt3*5 

«*tt#t*fc: 9^ 1 : 3i»fel : IB 

*3§iKi*, «fiatt#t^ UfcS AA©^MS^tt*^tt39l*^*rfttJfiWt 
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wp&j* yiz.ftm2tiz>mitfcn*<oi&, *s v tJ&m&fr/wx 5 turn 

T*# So 

*»w©MHc*v^T, *««#»wj«iuw< ^watwfcwftrtftflBW- 
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GOOD^Sffii] 

2— =E-yV*y /a^iOUUfci'lfc (2-(N-Morpholino)ethanesulfonic acid, M 

(Piperazine-N,N'-bis(2-ethanesulfonic acid), P I PES b i £V&"tZ>) 
(N-(2-Acetamido)-2-aminoethanesulfonic acid, AC E S k i £9&~fZ>) 
10 (N, N-Bis(2-hydroxyethyl)-2-aminoehtanesulfonic acid, B E S £^B&-f£) 
(Bis (2-hydroxyethyl)iminotris(hydroxymethyl) methane, Bi s-Tr i st 

15 (3-[N,N-Bis(2-hydroxyethyl)amino]-2-hydroxypropanesulfonic acid, 

D I PSOfcWB&-f5) 

(N-2-Hydroxyethylpiperazine-N'-3-propanesulfonic acid, EPPSifKt 
6) 

20 t Kadf">a:^-yHf^7^>- 2 -ac^*^*** 

(N-2-Hydroxyethylpiperazine-N'-2-ethanesulfonic acid , HEPESif»l 

(N-2-Hydroxyethylpiperazine-N'-2-hydroxypropane-3-sulfonic acid, HE P 

25 PSOtWS) 

3- (^l/*y /) ^o/^7;u*y8 (3-(N-Morpholino)propanesulfonic 

acid, MOPSfc^WS) 

(3-(N-Morpholino)-2-hydroxypropanesulfonic acid , MOPSOi^BSi" 

11 
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tf^v^- tf* (2-kKD*5^n/<y7A'*yi) 
(Pioerazine-N, N' -bis (2-hydroxypropanesulfonic acid) , POPSOi ^B&1~ 

5 N-Tris(hydroxynethyl)methyl-3-aiainopropanesulfonic acid % TAPSb^ffi 

* i/S? (N-Tris (hydroxymethyl) nethyl-2-hydroxy-3-aninopropanesulf onic 
acid, TAPSOtfKtS) 

(N-Tris (hydroxymethyl)inethyl-2-aninoethanesulf onic acid % T E S £ ^fB§-t* 

15 (2-Aaino-2-hydroxyBethyl-l,3-propanediol) % SfcftMJ* (t Kb*W 
fvlO 7 % J (Tris(hydroxynethyl)aminojiethane) £ t>TO:il5 

^jl?>«>«WW© l * , 'C 1 fc» HEPES^P I PES^OGOOD^tf^ja. * 
Jfc», IgG, IgGBfftf (Fab^Fc) , T-*T?%V* 7^/Wt. 
Cri &©£»^££tf*369!fc * 5 S AA0$MS£«S£W3ISfi* 

12 
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§ s AA<D^m^m^m^ Mm^-tzs AAn-sm^mm 

mz. i>L<Kmmz.£oxmmt zmzx^xnsmtvz z> 0 
%fc*m\ts uT<D#mz&<>mw*sAAm%*VxZ&t>itx&mi- 
io 5 0 ~tt£t>^ fitftiaotk hiL^r^D^ YAZs&^mm-m'tt&x 

©agtti: 1 : lJw&J&LT^Sfc hlkffiTZV'f VAOMfelj&XhZ,, ftlw 

^tzyy" v ? ^^SJC(-i o T S A Afr afl£-f-5»£\ SAA8S&5 0/i' 

h-oxh. &m\z.&ixft$ifem*ftmb&m<o®M&z&ztit£ 1 o ofe<o& 
20 g®m*mfe-fz>zb\zx%z>o LfrLi&g\zfoixmfe0kftZ£z.zzbim 

rnimrn b ammmw $ ft s„ 

25 V\ ^ffclftKliO. 5-5 0/zg/nl£V>?&g&ll (lOOf) ^^-CttPi:^ 
#&/BV^5^ 1 0- 1 0 0 0 /*g/mliV^&g$£E (10 0 

{£) fcSUe+fcBfW^fr.i: fcB— ii+S#5ttfcv^'t*S>S. 1 0- 1 000^ 

g/ni^«a^s^iis z<nmmmmz&ctz&wbi'inrt&\ tv^^«, 

13 
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(Dm^mm^M^^ommmit^Rm^tix^^m^ i 

:oi*l8?ltt, if«l*ttfrSrf«JfflUfcSAAO»»^ifeSrJi«t-5, *£E 
^{C^ffiUfc^lCJiJV^^-eSAAS-lEjJjX-f-SCt^T'tSo SA 

20 A£^&fcm&-€-<a£^ &5v^*^aft^f h^77^- ^eati^B 

4fc*»«oStft:ttHD L#®&fl.fc£*ft5 SAAi IS^tt^^t', 

fcb^tft^^itfi^s^v^iirtfctmiiaffiLfcif f saa 

14 
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J$o©t?^T?fcS„ Wi&l:±S^f 1 0-4 0kDfc£**L3SAAfc© 

SAA©^#W^^S^^B<3<^li©S l J^fflSrfc^i-Sc 
AA*, fcai*tt*fcfcft&ftfcr SAA&fcffi«fc1-$*fc*oT«lA*8ifc 

20 V*S„ ^^rtT*ttSAA©^^ s HDLfc^U7t^^#fetT*5t), 

f S AAlc^5WV«*«Ht«ofc»#f»*ltoft#*»tt* 
V\ ^©^-iWOttt FfttSAAOt^^^Hl 

a, 1/3, 17, 2 a, *3.fctf2 j8^X*fc5i s , **W©ttfrtt-*b5>©*^^ 

25 ^rm^-mitRJCU LjM>&£&#i©H*&*S* v ^*^ SAA 

1. SAAgSttOTttfi 

15 
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1-1. 

*>£-C7 p 7>f^-<&5' flJKttNdeliM 1*1 C< 3' (IIKBlBainHIiM 

5' m^y^^- ■ 

5 ' — GTAGnCAGGT[CATATG]CGMGCTTCTTTTCCTTCCTTG— 3 ' 

3' m-/y^f^- : 

5 * — GACA [GGATCC] GAGGAAGCTCAGTATTTCTCAG— 3 ' 

10 1-2. PCRigtfl 

K1"5 c DNA£it*rf 1 - 1 {^Uty^'f ^~ 

t hM^cDNAy^^y-^^^-H^Srffl^^ 94^1 

6 3^1^ 7 2*Clft<Dy-'(tJVV3 GiNf ^P C Rif 4>gLfc 0 

1-3. tbSAASSM^^-^i 

l-2^ifi|<ILfcDNABlT>f£NdeI, BamHI (£i§5f£S) tWittes TV**; 
V >W&&&*&Gi-Z>-75* $ K*<* *-p ET 2 1 - a (+) (DNdel/BamHI 
20 f Lfco 
1-4. &$Lft<DffitL 

^iIBL2 1 (DE3) pLysS KgA b^lfifc S**l 0 T^tfi^ ^ 
(1 2 5 jig/ml) ^tpLB*^lfeir^-r5^^t-^^^®^$^^^ 
25 9ft£, ^7*^ K&miHLpET2 1 K&#og& 
SriiSUU ^ol^SAA^tS^I-S^fil 2 00 0^e«rH^i-5^ 
$rii^Lfc 0 ^gfi^r^y^E^JSr^, E^Jlf^1-^^>SAAl-a 

16 
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79 -y 


A or Ala 




R or Arg 




N or Asn 


/ *^ ^ / ^ ^ p»t 


D or Asp 




C or Cys 




Q or Gin 


S f ~ S 


E or Glu 


S J *s *r 


G or Gly 


1— ^ ^ J 


H or His 




I or lie 




L or Leu 




K or Lvs 


JA* ' 


M or Met 

ill VI w 




F or Phe 




P or Pro 




S or Ser 


L J/J V 


T or Thr 


YD 7° h 7 7 > 


W or Trp 




Y or Tyr 


20 /<y y 


V or Val 



-ffflV^; p ET21liT 7 77-^p^-^-^^I5^^ 

afte^<D|B^#HiAS^Sp T7RNA#!)/7 Isopropyl 

0- D-thiogalactopyranoside (IPTG) <HM*UUB«£i"eln*"CWi 
25 sn*0-C, affW>(E»IPTGfcJ:!)«!«1-6ii:#t?**. SAACi 

1- 5. rSAAE>3§3i 

17 
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"l-4^fc*»iPET-SAAl-BL2 (5 0 0 

Mg/ml) fc£tf3OOil0LB*ttfc»L3 7W**Lfc. 6 0 OnoK&tf 
mytfetfO. 6-0. 9tf>B#£T\ linMi55;5J:^lCI PTG^QX., ZbK 
3 0^^2 0 Oftg/ullZftZZ 5 icy ?7 WWktl^ 3W1H6^ 

1-6. 

ttiR**^T=i?^a»» (4M»»^r = i». 0. 0 2 5MM)*-i£i^ 
10 P H8. 6) l^ft&ig^&Si-J:!?®^*^ r SAA©pnMS%ff-9 
fc 0 BT^Lfc*^>WiT7=^-f-/<y:7T- (0. 5M NaCl, 2nU 
EDTA, 0. 01M Mf*«'pH8. 2, 0. 1% Tween20) 
KSWrU »C^fcJ:0±i»«MMfc, ftSAAtt««IS*fc*7rn- 
^4BT7^=^-*9AJCat«», *ttl«WK (0. 5M NaCI, 
15 2nM EDTA, 0. 0 1M h >J • pH8. 2, 0. 1% Twe en 2 

0 % 3M KSCN) 't?»ttiS*, «Fffl»ie^7sS?>«»irTSfflff« 
Sephacryl S-300#7 \,frHk0&^1&m Lfc. 

SftTV^itfitSBSftfc. ftfcttfc* 3 0 0alO***^fe*5J:^2iig©r 
20 SAAfclEURLfco 
2. *n# 

K4fcrSAA*0. 0 1MHJ*afflfca»» (PH8. 6. 0. 0 
5%Tween20£*T) -eiBifrlfcHWL t HWWfcHttFCA (111© 

»231JBiri}Iffofc. 4^^«U-«B»RjfcLL-C#^*6tJiL»^V^, rS 

tttUtoVMt* 4 0««5Sf»B L"C I g G £042 U PBS m# LTiStff L# 
*Wi:J:5fiSAAtt* (l Ong/nl) «r#fc„ 

18 
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21f»ftfiiSAAtt* (10mg/ml) W^U^ry^ 
0. l09//in) KSZWmWftJSMS-frfca-, 0. lMOHEPESttif 
arafefrU *HttRi5yy^^«ftO. 4%kt£Z£5\z#im <1%BSA£ 
5£tf0. lM©HEPEStt«8U pH7. 4) l«^TSAA7fy^^ 

^fctt*OttSAAtt*[l7]|WV^rfcWt»fPfcJ:o-Ctt» «L«B) 5rP5^ 
10 4. ffi#tf>R£tt <a££fl&tt) 

m 5 0 v 3 0 0/z UUfcT 3 7 tTCtt 3 ^HKffiS*fc. - <T>m 

%&%m&&fc\z&5< 5 8 5m^*5it5ft*«aBfti:fcaijeLfc. 

IB [18] * o XWtfe Lfc*WC«<3V*T tt*V*UMJI«r fc £ S AAftfttRt 
Lfc. »Wfcl/Ctt, V^<O^SAA«TIWt*RLT^5«lE-e»«U 

(1) JE*t hM (SAAB«ttttaiR«»T, NHSiiSSaLfc) 

(2) »Sifc KHDLtf)PB (SAAigg7. 5/rg/ml) 

(3) r SAAWPBS^ (SAA&S7. 5/ig/ml) 

25 (4)NHSl:rSAA» (**SAAM»4 7. 5 jig/al) 

(5>NHSlOhfff3&*6>««tfeSAA*WlP (§&S AAfejgtt 7 . Sjzg/nl) 

^fc^V^ifi^ft^ttft^i:* 5 9 Jy-MOtTSKge l G300 

OSWXL ORy-fiD 2 OmMU (PH7. 2, 0. 1551 

n a c i 5r^aiM t u-caa i 1 1 iir o#b tfc. :<d 

19 



WO 97/06184 PCT/JP96/02219 

3kWX*i SAAJiFr. 13-15 (^ftl 0-4 OkDKflS) \Z S -j£HDL 
t Lti S AAfiFr. 8-10 (#*£ 1 0 0 - 3 0 OKDIUffiiSS) K&WSft 

5 Fr. 1 3 - 1 5immzhz&m\zwbMz&fc&*7jk-ttf % m*mz£vx& 

368<&8tfctt, f SAAfc*rr£E£&©*ftbT, HDL-SAAI^Ut 
9fc*V^tefc*LT^S (124-5) . ClOiSftm&ri^ 
*J»B*ClS^S*fcr SAAfc f SAAtt^&ffi^WKBI— T»«>«Ci#ltBS3x 
10 tz e ^fcEI3(^Lfcr SAASrPBSJC^LfctO^ijsl-i tT^O-r?^ 
1 0-4 0kDO^®l^ffl$ix6SAA{ir SAAlcM^ej/«CV\ Lfc^ot^ 

15 5„ SfcV^ft^ffifcfcE^-Ckx HDL#Wt LTISttUtS AAfcRJ&S* 
fc^g^ti: 100-300W) (HD L - S AA) "eO*R^tt*itBS jlfc (El 
2) o 

5. g*%t>jfijffttt 

#*w <t o -c# p> tu*> s a Ao*ff *wasKS5oiSD»tt* , mmvttmz. 

20 ioT^kftfcf^i&lfcLfco 

0-66/1 g/nl© S A Afc£tf#R*ai*Ei: U 3 t?^?L®{- «fc 
«*fc, »^»^©i*5*)t*fe5o ^3R^ttMfcfcjfcLfcSAA£#jM*& 
SAA^jg3*6 6 Ag/ml£:fc£«fc?{::5 OnM^HEPES^fj® (pH7. 4, 
KT|i}^*R«iB«1-«) ■C*KLfct>tf>«rfci:fw, #«tt"e»**iRL-C^ 

25 fifc Lfc. 2 2 5 ji 1 b Mft© S A A£ff*« 2 0 a* lfc»&fe/Wi:£tt 

U 1 3 0£H££?L?£ 7 5/x 1^01^6 6 0nirCttaj£fc«l£ (ttSLft 
T2) . *©4 OS»«iCttS5L3tSr«« <ttSL#T3) , oV^l SOfMUCSH 

fco «i*aft^«f«« l x - 3 o o o i$mte& -rtyf^ 

20 
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T3-Z 




lot 


i *T £ 


0 


53 


101 


16 


39 


0. 52 


of 


1 fin 


0/ 






123 


220 


57 


in 


2. 06 


185 


325 


98 


186 


1 4. 13 


337 


594 


203 


379 


8. 25 


666 


1.198 


408 


759 


16.5 


1,191 


2.153 


1,002 


1,879 


33 


1.457 


2.547 


2,023 


3,520 


66 


1.249 


2.114 


2, 803 


4, 374 



IC, ^SWOSiflcftJpJfflUfcf^K-ettO. 5 2~66 A*g/«l*t?»^tt#lWBt 
15 a»t"C*i!?, l o oftft.h<z>*££ Mi:fifil2 7©) &ElC&#T?a!l£ 

^8D©ttfl:fc*«R©tt#«>4**ttttt:IM"*fc»» Multi-Pin Peptide 
Synthesis Starter Kit Non-Cleable Type (Chiron Mimotopes Pty. Ltd. Hi, iS 

/KEyijoN*^e>m^2T 5 /KSJS-fo-f b Lit i ommx\ 9 
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tffm2 0tf<&yy|MMIftt(pH7. 2, 2?5©BSA, 0. WTwee 
n2(h 0. 1 5MONaC l^lT) X*2 0 0 0^^, #^ai/H^l 7 5/zl 

fc. POD&Sgttaftli, miS^POD^lSs^^y K I gG^iL?££2 OmM<D 
yvfflgffiW. 0. 1 5M£>Na C 1 *C2 0 0 Offftt^tT 

lOfCo EJEfcfctfi'fcPBS-CifeHKk 1 50m1^S©S?M (0. 84mM£>Tr}> 

....^fi-ro-r&Lfci ots/mmk^bs-*"*. m#«)K*sx^->ictt 

ft v * © t $81 § tifc 0 
20 7. taft£>EJ£& 

**WO*S«iSttfr**flrt"5fc»^ IAsysCOS^y tils KfcttttJTefc* 
rSAA^lV\ «*BKttttfr*«VN-CilB)feUfcft, FASTfitSPflf ^ 7 h 
ffift) &J:o-C»«¥li««:S:lfaitfc. IAsysliUfB VUlsV (rSAA) 

wt-aawfroaMta (^/^^'jffl vm&ftmzvT/i'f'fMz 

25 Iit5riM^^fm5o 

A^v'^f;^^^ (CMD) T'=>-^Hfc^7H^ 0. 
0 5%OTween20&£tf 1 OnifU Vg^'iS ( 1 3 7mMCPN a C 1 > 2. 7mM£>K 
Cl^t, £ITPBS/T£4jfll&t5) * 2 0 0 *t lJO*., *aga*24. 5*C^ 
t>2 5. StlZ&fcittZ*-?®! 0^imLfcSK^9^ >&7#fB8!l 
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£Lfc. 2O0/il(OO. 4MOEDC/0. 1M NH S ft 7 £MEJS£** %)V 

*fi05©EDC/NHS*PBS/T 
^KfSLfc. W6J#a®$ (IObM, pH5. 0) fc*#LT*5V^r SAA 
(50^ g/ml) ft !> 5tf V Kj&tt t LT 2 0 0 ji 1 0 #Rail*BflS $i*rfc 0 * 
5 £ E D C t tel-ethyl-3- (3-dimethylaminopropyl)carbodiimideft $ NHS 
i: ttN-Hydroxysuccinimideft $"To *£J&0> I> Kft P B S/T-CgftBfc* 

lMa:*/-;V7S V*&®pH8. 5ft2 0 0 Miaa*.5^HRjSS-&S^ 
klZXV, 7fcRjC©*^#df^vSft^ktfc. PBS/T^LfctCI 
Lfc r S A Atf)fSfi:ft#t!il£ t LXffl&ik Ufc. 

io Mc#«£0ffifl*ttfcin*> y jtf^K-c&s r saaic^i- 

5m^fiftyr^^A-c«Uc„ ^wt, PBs%toz.xm&i- 
yr^^^r a -ca'J^Uco ajjfcfc^a^yMi, 3M£>kscn s o. 2%<z>e 

D T A2N a T* 2 £IH JU LTttftto&UmL PBS WW'S - £ l-«t 5 
Sf'IfflLfc. M^D&fcSift&gliS 1. 2 5nM, 6 2. 5nM. 125 

15 nil, 2 5 OnM. }3<};tf 3 1 2. 5nMT % &&gfc:fctt5;&31fl&tf>kIAsyseD 

diss (fe^v^iiKon) ft#* N Klc«l|3parS*KDttKdi»«/K«fcJ:oTjiai 

^^HU<^1 2 O^MSt"*— J^'O'fc U (association phase) ti£t#«S 

20 M&<Do~ 1 8 0$N££t? % ftSffi (dissociation phase) fiP B SS^)P^0 5 
- 1 2 0#£-?£ Lfc„ 

r ©«*fO»*. I6*©trifr© r S AAfc^SffiBWe&KDtt 7. 25 + 
2, 7 3X1 0 _7 M-efe^©{C*f LT» 1 • 0 1 ± 0. 48X1 

25 #ii, «»5tt*IItt^Tr SAAfc^$iB£Ett<avidity)#3#«±*# 
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s AA\±mit&&*?-*-± LTtmxhz. &mmmz&iX!kffimm* 

10 miz.ttiXm%+5 r £ #T*£ b ft*. 
m%mm*®3ib LXmfHtr SAA%, *^«>ta»:tt^v^^^^ 

15 [ 1] J.CIin.lnvest.53:1054-1061,1974 

[ 2] J.CIin.invest.55:746-753,1975 

[ 3] J.CIin.lnvest.61:390-394,1978 

1 4] Marker Protein in Inflamation, Vol.3 p1 57-1 62, 1986 

[ 5] Klinische Wochenschrift 67:447-451 ,1989 
20 1 1 

[6] Clin.CrumActa.179,169-175,1989 
[ 7] Scand J.lmmunol.,1 8,329-338,1 983 
[ 8] Ann.CIin.Biochem.,30,72-76;1993 
[ 9] £®mm\& Vo!.36,No.4,21 7(29)-222(34),1 992 
25 [10] Gene 139 73-75,1994 

[1 1] Biochemistry 242931-2936,1985 
[12]J.lmmunol.Methods.,116,131-135;1989 
[1 3] J.lmmunol.Methods.,54,21 3-221 ,1 982 

24 



WO 97/06184 



PCT/JP96/02219 



[14]Ann.N.Y.Acacd.Soc.121 404,1964 
[15] Ann.N.Y.Acacd.Soc.121 321 ,1964 
[16]J.Biol.Chem.262:15790-15795.1987 
[17]!|#r*3¥4-2 5 4 76 0 

5 

[1 8] J.lmmunol.Methods.83,21 7-225,1 985 

[1 9] SOUTHEAST ASIAN J TROP MED PUBRIC HEALTH T 24(4)523,1990 

mm 

io e?h#* : i 

WM<0&£ : 1 0 4 
EfllWSl : 75 

15 1SM : t b 

Arg Ser Phe Phe Ser Phe Leu Gly Glu Ala Phe Asp Gly Ala Arg 

I 5 10 15 

20 Asp Met Trp Arg Ala Tyr Ser Asp Met Arg Glu Ala Asn Tyr He 

20 25 30 

Gly Ser Asp Lys Tyr Phe His Ala Arg Gly Asn Tyr Asp Ala Ala 

35 40 45 

Lys Arg Gly Pro Gly Gly Val Trp Ala Ala Glu Ala He Ser Asp 

25 50 55 60 
Ala Arg Glu Asn He Gin Arg Phe Phe Gly His Gly Ala Glu Asp 

65 70 75 
Ser Leu Ala Asp Gin Ala Ala Asn Glu Trp Gly Arg Ser Gly Lys 

80 85 90 
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Asp Pro Asn His Phe Arg Pro Ala Gly Leu Pro Glu Lys Tyr 
95 100 



5 WMO&Z : 3 9 

$m<ofi& ^DNA 

GTAGTTCAGG TCATATGCGA AGCTTCTTTT CGTTCCTTG 

E^IJ#^ : 3 
15 E5H©*S : 3 2 

20 flfe^tilS : t hJfiL?tr^n>r KAOcDNAJMSS' ffiS^-f^- 
GACAGGATCC GAGGAAGCTC AGTATTTCTC AG 
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i. t hii^r^n-f KA&ssw-affifc-efcor, sifcSJjsKaeitit h 

5 ©laft 

(l) t hiL^TS n-f KA*M«w^tfii«f«>^i'SiBfc«kS# : ?'*l 0-4 0 

ttttTVtffl>Zm&*9SM^**Zk#-ZS*frf-*l 0 0-3 0 OkD 
5. ft#0fi§Bl. *fctt2COV^^Cl5^L7 v c*tft«:^tpt hJfil^T^ n 

25 8. R(fi:iotK MfcrTfr s KA*fc«^fc*^&asrc*>o-c, 
.*Ef&0a««0*, 1 0 0«<B*Kttfflfc*5VvCfc hiL^T^n^ KA©«Sfit 
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9. gt*OJBBBl*&H:2«)V^mja^BttUfcaflc*?iJffii-»t hJfilffiTS 
5 11. ^ttfcfW^fl^^WRfcfc i 5««Sr**ai3ei-5B*©effl l 

1 2 . miiomjfl v\ ftm®$mmzm<s < TUBMioiit 

10 

1 3. t }>]k?f7 S n-f KA*tt*i»****#J«»i:5MiUfc«*-tt*fc 
fe-g-tfct hilffTS n^f KAft®iRi-5t hJMAfTSn*/ HAOlMWare 

y^SB^^ft^ftl 0-4 0H)^Wfc£**b*fc©^*5l**«tf8Bl 3 

(2)t hiLflrr \!Aiz®m%mm&:fe%iZ'p*< th loiitfc*^ 
1 5. ius^ttwwasofc*©*: HifeffT^ o^r KA*B«"t**a*T?*)o 

25 hjfafif7^ n>f KAilK^Sf&ffWJBBIEftJBttfc 
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FASTfit Analysis between Abl or Ab2 and Ag3 immbobilized 
CMDextran cuvette ( low cone , 3point ) 
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